. Design of a recombinant protein substrate for BoNT-B. a) The vesicular exocytotic protein synaptobrevin 2 (red), made of 116 amino acids (aa), spans the vesicular membrane. Its N-terminus is located in the cytosol, while the C-terminus is located intravesicularly. This protein is a target for proteolytic activity of BoNT-B which cleaves (indicated by scissors) the Q76-F77 peptide bond. The recombinant proteins we used, and , contain truncated cytoplasmic domain (arrows), either aa 1-93 or aa 1-76, respectively, appended to C-terminus of the lead peptide (Lp). Drawing is not to scale. b) Protein sequences: the lead peptide (black letters) and synaptobrevin 2 (red letters; GeneBank accession number BC074003). . The α-hemolysin pore does not offer peptide/protein specificity suitable for detection of the BoNT-B itself or its cleavage product(s). 
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